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We have evaluated and modified a current method for estimating 8-aminoIevulinic acid dehydratase (5-aminolaevulinate hydro-lyase, EC 4.2.1.24) activity in blood, so as to adequately control the pH of the enzyme-substrate solution at the optimum throughout the incubation period. This has improved the sensitivity and reliability of the assay. Also, N-ethylmaleimide has been substituted for a potentially hazardous mercury salt, used to remove sulfhydryl groups before color development with a modified Ehrlich's reagent. N-ethylmal Cover the tubes containing the pH of the incubation mixture at 6.70 ± 0.05, the remainder of the incubation mixture (1.5 ml) the optimum pH we found for the enzyme (Figure  and incubate them at 38#{176}C for 1 h. At this time, 1), in agreement with the optimum pH reported add 1.5 ml of the TCA reagent to the incubating for the purified enzyme from ox liver by Gibson tubes.
Additional Keyphrases
Materials and Methods
Reagents
After mixing and centrifuging, take 1.0 et al. (10) and for that from chicken erythrocytes ml of the supernatant fluid for the color reaction. by Granick and Mauzerall (11) . 
In a comparison
Experimental Variables
So- was determined for each of 22 freshly collected and iced blood samples and again after 24-h storage at 4#{176}C. The mean for the fresh group was 156 ± 49 (SD) units, after 24-h storage 149 ± 46 units. The difference was significant at the 95% confidence level by the paired t test (12) . The average decrease in activity was 4%, but a decrease of as much as 10% can be expected when specimens are stored at 4#{176}C for 24 h. Bloods stored overnight at 23#{176}C showed decreases of about 20%.
Enzyme activity vs. dilution.
Serial aqueous dilutions
were prepared from a hemolysate of normal human erythrocytes.
The ALA-D activity measured was directly proportional to the fraction of hemolysate in the incubation mixture ( Figure 2 Figure  4 . Of those temperatures we investigated, the enzyme activity is greatest at 38#{176}C, which was the temperature selected for this procedure.
(Although it possibly is not the optimum temperature 
